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assays wild-type animals were N2, Bristol strain. Other strains were qIs54 X which is:
pes-10::GFP, F22B7.9 (gut specific promoter)::GF, and myo-2::GFP) ( 
2), LGX: lon-2 (n1630) and LGX: dpy-8 (e130) unc-6 (e78).
For experiments with wild-type cross-progeny, N2 males were mated with N2 hermaphrodites exhausted of their sperm (purged) to ensure a pure population of crossprogeny. All results were then confirmed using non-purged hermaphrodites (data not shown). For experiments using GFP expressing cross-progeny, males carrying the Xlinked GFP transgene were mated with non-purged young hermaphrodites.
Preparation of OP50 and making Op50 conditioned medium.
For all experiments Op50 was grown in Luria Broth (LB). Plates with log phase and stationary phase were generated by seeding agarose plates (35 mm) with 100ul OP50 grown to OD of 0.2, allowed to dry for 1 hour prior to use and with 100ul OP50 from an overnight culture allowed to dry for 24 hours respectively.
Early log and stationary phase conditioned media were made by diluting an overnight culture 1:300, removing 6 mls of the culture at O.D. of approximately 0.3 (early log) or about 1.4 (stationary) and filtering it to remove the bacteria. 4.5 mls of this conditioned media was mixed with 0.5 ml 10X S-medium (3) and 100 µl distributed into each well of a 96 well plate. As a source of food, either heat-killed OP50 (made by boiling bacteria for 30 min) or dilute bacteria (washed 50 fold dilution of an overnight culture washed 3 times) was added to each well.
Sexual transformation assays.
Self-and cross-progeny were harvested within 24 hours of hatching by washing them off the plates in M9 (1), resuspending them to an approximate density of 1 larva/2µl, and washing for 1-6 hours on a rocker either at room temperature or at 20°C to ensure removal of residual bacteria. This step was crucial both for the sexual transformation and for the viability of the larvae when grown in conditioned medium.
Single larvae were then handpicked onto individual plates seeded with Op50 at different densities or into each of the 96 wells containing Op50 conditioned medium. Only those experiments where <1% of the larvae died were scored. This corresponded to approximately 75% of the experiments. In the remaining 25%, at many as 50% of the larvae died prematurely, typically due to the formation of a contaminant bacterial film in the wells containing conditioned medium.
Statistical analysis of experiments where larvae were grown on log phase versus stationary phase Op50 seeded on plates was done by using a standard 1-tailed Student's tTest. The percentage of males that developed on log and stationary phase bacteria were compared against each other. α was set at 0.05. Statistical analysis of the difference between mean percentages of larvae that developed as males in conditioned media was conducted by analysis of variance (ANOVA), since we were comparing more than two groups (unconditioned media, log phase bacterial, and stationary phase bacterial media).
α was set at 0.05. Once again, the mean percentages of males in each of these conditions were compared against each other.
Single Worm PCR.
PCR was conducted on individual cross-or self-progeny as described (4) 
